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Supplementary Figure 4
Characteristics of FLG-KD models. a, Quantitative PCR analysis of FLG expression in control and FLG-KD models. The mRNA levels of FLG corresponding to the control were set to 100. All the experimental points were obtained from 8 independent experiments. Wilcoxon rank sum test: p = 0.00015. b, Representative immunostaining images with AKH1 (against the filaggrin monomer, green) and H-300 (against the N-terminal region of filaggrin, red) in addition to Hoechst 33258 staining (blue). c, Representative histological staining. Green arrowheads show nuclear remnants. d, Representative transmission electron microscopy (TEM) images. The red rectangles in the top and the middle panels indicate the regions of the middle and the lower panels, respectively. Red arrowheads show normal corneodesmosomes, and yellow arrowheads show abnormal corneodesmosomes. e, Representative three-dimensional immunostaining against ZO-1 (green) and CDSN (red) in addition to Hoechst 33258 staining (blue) in the uppermost layer. The left and right panels show merged and CDSN images, respectively. f, Quantitative PCR analysis of FLG2, LOR, CDSN, and ABCA12 expression. The mRNA levels corresponding to the control were set to 100. All the experimental points were obtained from at least 7 independent experiments. Wilcoxon rank sum test: p = 0.0093 (FLG2), p = 0.015 (LOR), p = 0.23 (CDSN), p = 0.38 (ABCA12). Scale bar, 50 μm (b), 20 μm (c, e), 4 μm (upper panels in d), 1 μm (middle panels in d), or 400 nm (lower panels in d). p values, * < 0.05, ** < 0.01, *** < 0.001. Images of keratinocytes labelled with TMRE, MTR, and MBG 5 min and 30 min after treatment with a mixture of antimycin A (10 μM) and oligomycin complex (2 μg/mL) to induce mitochondrial depolarization. The TMRE signals almost completely disappeared after the induction of depolarization, while the MTR and MBG signals were slightly visible. Scale bar, 20 μm. 
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